
?lsasa (dxcuse q? taadfaesa in answt9ring, but when X returnad laert 
fro;a lieu Haven, 1 found that I had to recovex the heLerozyqotes s&n; the 
stock siwta ha lost much of their viability, and what was iaft was mostly 
segregated. However, this is co&ng alox~q ve~p well now, and it tight be profi- 
table to send thm out. 

The media now used are a) FJB-lactose (OP xylose) : 

Peptone (or HZCaae) 8 
1 Y: kbstract 

N&l 5 
2 

265 
16 
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‘294 
EcxtiA x 
3Mhylsne Blue 
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Liac tom 

Sodiun auccinate 
Amon. sulfate 
Mac1 * 
““g&Q 
Agar 
Lautoae 

I: uaallp keep the dyes and phosphate ala a 
dry m&x. (im xix) 

56 jkparagine can be used instead if desired) 
5 
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.l 

;z 
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For %oq3lete~~ slants: riutriant ag3.r ~.jlus .s yeaat extmct. 
For mln&nal, (i.e. Z@x T(O) ) see .my Fapes in Genetics. 

&hen you give zna the tP3ord that ytiu cm start handUng cultures, I will send 
you H-72 rnrflich 4s a protWmph hetirozygous for & and for && and for nutritional 
factora F haven't checked on yet. It was obtained from a oroaa beteveen I344 x 
T~~~~~l~l~~~l~~r~~~lr. Ii deu@atea thrj l un.Imown factor which la&a to 
the ap~armce of hetero~ygotic prototrophs in mmm and my be ;1 chro~somal 
bberration. H-72 fs not heteroeypotic for the other sugara, but is rl fclr thQrQ. 



Hou may find handling and preserving these cultures smewhat ticklish at 
first/ I'm still working on mans of’a.U.eviQLfAng these diffictities. X don't 
know how lyophilisation would work. 

You will. receive H-72 on a T(O) slant. Imediately upon rsceipt, the culture 
should be emulsified in water and streaked out concurrently on 345 and EB Lat. 
If the bulk of the cells are still heterozygoua, the colonies on E&3 aill be 
inosaic + and -; if not they will bo intact - or +. On WS you should get, after 
40-50 hours a number of La& col&nies. These should be eaailsifisd ax3 streaked 
in the 8a.m way, until you establish a line of transfers which gives # colonies 
on Q&S and znosafce on ?33. The most reliable way of keeping the hetmuqg&m 
is by such transfers once or twice weekly. single coloniss serially tmnsferred 
on WS, several colonies being chosen fro4 each plate ,md taken both -r;o '~33 
and ?&!3 and carrying through the lines which give msUcs on t"'XEL The line is 
thus carried on Z?B, and the isolates tested on each tmnsfer on TXP. 1% carried 
theia this way for 20 or mre transfers quite satisfactorily, wh.4.l.e mss cultures 
on slants segregate out very quickly. Shen the line is establ.Xshed, you will 
find that only two or three colonies have to be trasferred end chec'"ced on 
each traxfer to be sure of carrying along a heterozygote. 

'JhenAettmxygotie colonies ars inoculated into co:@ete broth, they rapidly 
segrsete out> md at the end of growth only a very few% will stU1 produce prosaic 
oolonies on E.% 1'1 mini-ml liquid sediue, your my get vari3bls luck; a~.mtimbs 
finding aostly heterosygotes after grmth. The most reliable SOUIVI XIP is single 
colonies froda ?%S. 

I would suggest that begore we gat together personally, you try &etld hand 
at carrying tend testitq'thase mltures. Perhaps, it would be well to try to isolate 
a few si.@.e hetmmygote cells, to and in .mini;nal :mribum. That svould be a good 
tine for a conference to plan further work. X hone to have a prelJlminary account 
of this mrk written up before Lmmy more weem. 

As I don't, have my classes3 6 would bs glad Do take the time to see you at 
Ithaca if that were raore convenient. !3ut we don't have $zny fuzfor theit kind of 

! 

thing8 sc, I could travel in that direction only by invitation. You imy be bstter 
fixed,in that reppect, to cams here. 

Your estLante of two weeks to have your lab ready zakes me a. little envious. 
I&ve been hem over a year, and have still to move into my new lab, which needs 
o&y pltmbing md ?&i.nting now-- mother two rtronths probably3 

Yours sincerely, 

Joshua Lederberg 


